assessment of herbal materials, especially when there is a lack of authentic standard substances for the identification of the entire active component present in these complex natural products. Although HPLC dominated the chromatographic fingerprint literature, the unique feature of picture-like image of HPTLC coupled with digital scanning profile is more and more attractive to the herbal analysts to construct the herbal chromatographic fingerprint by means of HPTLC.
introduCtion
Albizia amara (Fabaceae/Leguminosae) seeds used in the traditional and siddha system as an astringent, treating piles, diarrhoea, gonorrhoea, leprosy, leucoderma, erysipelas, mouth ulcers and abscesses. The flowers have been applied to boils, eruptions, swellings, also regarded as an emetic and as a remedy for coughs and malaria. Alkaloids such as budmunchiamines have been demonstrated to be the major efficient component Albizia amara as anti tumor, anti bacterial. [1] Concerning quality assessments of herbal medicine, conventional analysis based on GC, HPLC and TLC always focus on qualitative and quantitative determination of individual or several known components but fail to evaluate chemical properties comprehensively and effectively. In recent years, chromatographic fingerprint profiling has shown to be more convenient and effective for quality material was again dried in the oven at 40°C for 4 h and used for extraction followed by concentration, screening, TLC, HPTLC and column chromatography of extracts. The coarsely dried powdered leaves were extracted with Petroleum Ether (60°-80°) cold maceration for 72 h, and hot percolation by 90% methanol about 72 h. The extracts were recovered and concentrated to dryness.
Chromatography
Standard and sample solutions were applied bandwise (band length 6mm, 70 nL/s delivery speed, track distance 6 mm, distance from left edge 12 mm and low edge 8 mm) to the HPTLC plates. Then, the plate was desiccated in a vacuum trunk containing phosphoric anhydride (P 2 O 5 ) for 2 h. After saturated for 15min with mobile phase vapor, the plates were developed for 85mm at ambient temperature of 16.5°C in a Camag twin-trough chamber with the low layer of chloroformDiethylamine (88:22, v/v) as mobile phase. Visualization of the chromatogram was performed by spraying with Dragendorff reagent and heating at 105°C until the bands visible. The plate was observed immediately at UV (366 nm) cabinet and the HPTLC fluorescence image was documented.
sampler 4 (ATS 4) and developed in twin-trough glass chamber (24.5 cm × 8cm × 22.5 cm). A ReproStar 3 with VideoStore 2 documentation software (Camag, Muttenz, Switzerland) was used for the imaging and archiving the TLC chromatograms. TLC digital scanning software used to transfer plate image to digital scanning plot was developed by our research group. HPTLC precoated plates, silica gel Merck 60, 20 cm × 10 cm were used (Merck, Darmstadt, Germany, code: OB456076). All chemicals and solvents were of analytical grade and used as obtained.
Materials
The leaves of Albizia amara were collected and authenticated from medicinal garden of Medicinal plants Revitalisation and Rehabilitation Centre, Sevaiyur, Tamilnadu and authenticated by Dr. S. Jha, Professor, Birla Institute of Technology, Mesra, Ranchi, India where voucher specimens were submitted according to morphological characteristics.
Preparation of sample solution
The crude drugs were dried under shade for 4-6 days. Then the dried materials were milled to powder. This powdered By HPTLC analysis it was found that 8 compounds were present in petroleum ether extract. This extract was subjected to column chromatography using gradient elution technique over Silica-60-120 mesh (Merck), the spots were visualised
Isolation and purification of phytoconstituents
Petroleum ether and methanol extracts were subjected to column chromatography using gradient elution technique for the isolation of various phytoconstituents. SR-03 were interpreted and compared with the 6~ ξ'-Hydroxybudmunchiamine-C from Albizia schimperana. [10] disCussion Besides HPLC and GC, with the utilization of advanced instrument and data analysis system as well as optimized experimental operation, HPTLC is also feasible for development of chromatographic fingerprint profiling methods to determine complex herb extracts. Furthermore, the colorful picture-like HPTLC image provides extra intuitive visible color and/or fluorescent parameters for parallel assessment on the same plate. In present study, the proposed HPTLC fingerprint described how to construct a conjugated fingerprint of the alkaloid fraction. HPTLC images developed by two solvent systems. Such an approach makes the HPTLC plate efficiency extended and consequently enables the identification and quantifiable assessment between the two species more effective.
[2]
ConClusion
In conclusion, the conjugated HPTLC fingerprint (Alkaloid Budmunchiamine) disclosed in detail that there are significant difference between the different extracts of leaves of Albizia amara not only in the content of alkaloids as described in literatures, but also in the whole alkaloids and peak-to-peak ratios expressed by the fingerprint patterns and its integrated area value. by spraying with anisaldehyde-sulfuric acid reagent followed by heating at 100°C for 3 min. column was packed with petroleum ether and eluted by gradient elution technique starting from petroleum ether (60-80°),chloroform, methanol ,ethyl acetate and water.
Chloroform: Ethyl acetate (60:40) yielded fraction V, after usual work up Compound SR-01 afforded 30 mg, TLC, Pet. Ether: Chloroform (5:3), R f 0.8).
HPTLC suggested that 8 compounds were present in Methanolic extract. The MeOH extract were dissolved in 2% aqueous acetic acid (500 ml) and partitioned with CHCl 3 , (500 ml). The aqueous acidic fraction was saved, and the CHCl 3 , fraction was extracted with additional 2% acetic acid (500 ml). The aqueous fractions were combined, adjusted to a pH of 9.0 with Ammonium hydroxide and extracted with CHCl 3 , (1 litre). The CHCl 3 , fraction was recovered and concentrated to dryness in rotary evaporator.
[1]
The basic substance was subjected to Column chromatography (CC) over Silica gel 60-120 mesh (Merck), the spots were visualised by spraying with dragendraff 's reagent followed by heating at 100°C for 3 min. column was packed with petroleum ether and eluted by gradient elution technique starting from petroleum ether (60-80°),chloroform, methanol, ethyl acetate and water. 
results
Compound SR-01 was a pale yellow to white crystalline powder isolated from petroleum ether extract responded to positive to Libermann -Burchard test for steroids, which was identified as β -sitosterol based on M.P, HPTLC, FT-IR and the literature available. [7] The physico-chemical properties and the spectral data (UV, FT-IR, MS & 1 H-NMR) of the compound SR-02 were interpreted and compared with the Budmunchiamines L6 from Albizia lebbeck. [8, 9] The physico-chemical properties and the spectral data (UV, FT-IR, MS & 1 H-NMR) of the compound
